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TI Pluripotent stem cells derived without the use of embryos or fetal tissue 
SO U.S. Pat. Appl. Publ., 37 pp. 

CODEN: USXXCO 
IN Levanduski , Hike 

AB This invention provides a method for deriving precursors to pluripotent 

non-embryonic stem (P-PNES) and pluripotent non-embryonic stem (PNES) cell 
lines. The present invention involves nuclear transfer of genetic 
material from a somatic cell into an enucleated, zona pellucida free human 
ooplastoid having a reduced amount of total cytoplasm. The present 
invention provides a new source for obtaining human and other animal 
pluripotent stem cells. The source utilizes as starting materials an 
oocyte and a somatic cell as the starting materials but does not 
require the use, creation and/or destruction of embryos or fetal tissue 
and does not in any way involve creating a cloned being. The 
oocyte never becomes fertilized and never develops into an embryo. 
Rather, portions of the oocyte cytoplasm are extracted and combined 
with the nuclear material of individual mature somatic cells in a manner 
that precludes embryo formation. Murine, bovine, and human examples of 
the procedure are demonstrated. Subsequently, the newly constructed 
P-PNES cells are cultured in vitro and give rise to PNES cells and cell 
colonies. Methods are described for culturing the P-PNES cells to yield 
purified PNES cells which have the ability to differentiate into cells 
derived from mesoderm, endoderm, and ectoderm germ layers. Methods are 
described for maintaining and proliferating PNES. cells in culture in an 
undifferentiated state. Methods and results are described for anal, and 
validation of pluripotency of PNES cells including cell morphol . , cell 
surface markers, pluripotent tumor development in SCID mouse, karyotyping, 
immortality in in vitro culture. 
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AN 92389260 MEDLINE 

TI Viable embryos and normal calves after nuclear transfer into Hoechst 

stained enucleated demi -oocytes of cows. 
SO Journal of reproduction and fertility, (1992 Jul) 95 (2) 475-80. 

Journal code: 0376367. ISSN: 0022-4251. 
AU Westhusin M E; Levanduski M J; Scarborough R; Looney C R; 

Bondioli K R 

AB Bovine oocytes were bisected, stained with Hoechst 33342 and 

observed under a fluorescent microscope to identify nucleated and 
enucleated demi-oocytes . Other oocytes were bisected 
but not stained, or bisected and only half of each oocyte 
. stained, and viewed under a fluorescent microscope. The oocytes 
were then used for nuclear transfer by fusing them with embryonic 
blastomeres from a 5-6 day bovine embryo. The fusion rate and proportion 
developing into compact morulae or blastocysts was compared among 
different types of demi-oocytes. Expt 1 examined the effect of 
staining and indicated no effect on either fusion rate or embryonic 
development whether or not the oocytes were stained. In Expt 2, 
stained and unstained nucleated and enucleated oocytes were 
compared. As in the first experiment, there were no differences between 
stained and unstained demi-oocytes. There was no difference 
between fusion rates of ' nucleated and enucleated oocytes. 
However, there was a significant difference in embryonic development 
between nucleated (10.4%) and enucleated (22.6%) demi-oocytes (P 
less than 0.05). In a final experiment, stained and unstained enucleated 
oocytes were used for nuclear transfer and the resulting embryos 
transferred into recipient cows. There was no difference in pregnancy 
rates or in the number of normal calves born whether stained or unstained 
recipient oocytes were used. Results from these experiments 
indicate that Hoechst staining and fluorescent microscopy can be used to 
identify enucleated demi-oocytes, and that these can be used for 
nuclear transfer, and result in viable embryos and normal calves. (ABSTRACT 
TRUNCATED AT 250 WORDS) 
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